Fig. S1. Differences in REST expression and invasiveness between MCF-7 and MDA-MB-231cells. (A) Invasive potential of each cell line determined by a Matrigel Invasion Chamber assay. MCF-7 cells are normally not invasive, while MDA-MB-231 cells are highly invasive. Purple cells in the images have invaded and moved across the Matrigel barrier. (B, C) Expression of REST transcript (B) and REST protein (C) by qRT-PCR and western blot, respectively, in MCF-7 and MDA-MB-231cells. (D) Alteration of REST mRNA expression by siRNA and cDNA treatment in both cell lines using q-RT-PCR. Approximately 60-80% of REST was reduced by siRNAs against REST (si-REST_1 or si-REST_2) in MCF-7 cells. The transfected MDA-MB-231 cells with wild-type (wt) REST cDNA show higher REST mRNA expression relative to control cells transfected with EGFP cDNA. The transfected MDA-MB-231 cells with a mutant (mt)-REST cDNA lacking the 2 repressor domains unexpectedly exhibit more REST expression relative to wt-REST cDNA-transfected cells. REST-N (R-N) and REST-C (R-C) primers can distinguish expression of wt-and mt-REST expression in MDA-MB-231
cells compared to REST-M (R-M) primers. Their expression levels were normalized to the housekeeping genes, GAPDH and/or Cyclophilin A (''MNE''). Error bars indicate SEM (n = 5 for each experiment). Since si-REST_2 was more effective than si-REST_1, we chose to use si- Table S1 . Primers and si-RNAs used in this study. Details are in the Supplementary Information. Table S2 . Averaged reads of each down-regulated gene expression by si-REST-003 treatment from 42 TNBC and 58 controls by our pipeline (1, 2) assay of published RNA-seq data (3) .
